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(57) ABSTRACT

The present invention relates in part to a method for generat-
ing a multi-dimensional image of a sample which combines
different image capturing modalities with data analysis capa-
bility for identifying and integrating the higher accuracy
image features captured by each respective modality to yield
reconciled image data of higher accuracy and consistency. A
system which can be used to perform the method also is
included.
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Table 1: Compurison of Manual method aud Inventive method

Manual Method Inventive Method
Sample Porosity Kerogen Porosity Kerogen
1 0.0077 £.0080 0.0118 0.0077
2 (.0488 0.0260 £.0668 €.0140
3 0.0112 0.0110 0.0191 0.0150
4 0.0135 0.0740 0.0273 0.0173
5 0.0231 £.0580 0.0361 £.0283
8 0.0089 0.03%0 0.0151 0.0207
7 £.0248 0.0220 0.0284 £.0314
8 0.0491 0.2850 0.0708 £.2355
1 .0502 0.1230 0.0621 0.,1256

Al vatues expressed gg volume fractiong
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1
DUAL IMAGE METHOD AND SYSTEM FOR
GENERATING A MULTI-DIMENSIONAL
IMAGE OF A SAMPLE

This application claims the benefit under 35 U.S.C. §119
(e) of prior U.S. Provisional Patent Application No. 61/547,
090, filed Oct. 14, 2011, which is incorporated in its entirety
by reference herein.

BACKGROUND OF THE INVENTION

The present invention relates to a method for generating a
multi-dimensional image of a sample. The present invention
also relates to a system for generating the multi-dimensional
image of a sample.

Three-dimensional data acquisition and volume visualiza-
tion through the application of serial FIB (Focused Ion Beam)
sectioning has recently emerged as a potential method to
acquire, interrogate, and display multi-dimensional images
for various substrate materials. For example, in U.S. Pat. Nos.
6,855,936 and 7,750,293 B2, certain systems are described
which can be used for FIB-SEM (Scanning Electron Micro-
scope) three dimensional imaging methods. The FIB system
can act like a nanoscale scalpel to remove very thin slices of
material from a sample, while the SEM captures images of the
sample’s structure at each slice. Factors which may limit
wider utilization of FIB-SEM based three dimensional imag-
ing methods include challenges in implementing rapid and
accurate image data analysis and image volume generation
methods for the images captured with these devices.

In the field of digital rock physics, devices for generating
computer tomographic (CT) images of rock samples, such as
drill cuttings, have become available and used to analyze the
rock samples. Such CT image generating devices have been
used to produce two-dimensional gray scale images of the
rock samples. The two-dimensional images can be stacked
into a three-dimensional volume. Such gray scale images
have been used, for example, as part of an analysis to obtain
estimates of petrophysical parameters of the imaged rock
sample, for example, porosity, permeability, shear and bulk
moduli, and formation resistivity factor.

The present investigators have recognized that it would be
beneficial to generate ultra-high resolution multi-dimen-
sional images of rocks or other materials in combination with
powerful automated analytical capabilities for image align-
ment and corrections to enable accurate and consistent nanos-
cale analysis of hydrocarbon deposits in rock or other
samples. This development could permit rapid and accurate
understandings of a rock sample, such as in terms of the
geological phase content and distribution for any individual
two-dimensional slices and the three-dimensional volume as
awhole without need of laboratory analysis of the sample and
with reduced reliance or need of human or manual analysis as
part of the methodology. The present investigators further
have recognized that there is a need for unique digital image
capture and analysis methods which can provide accurate
understandings in a short period of time for unconventional or
“tight” fine grained formation rocks. Tight formations can
have extremely low permeability unlike more typical sand-
stones or other more porous rocks which have been analyzed
using digital rock physics.

SUMMARY OF THE INVENTION

A feature of the present invention is to provide a method for
generating a multi-dimensional image of a sample, which
includes capturing multiple two-dimensional substrate
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2

images of a surface region of the sample with different image
capturing modalities having different accuracies, and gener-
ating an adjusted image using the different captured images.

Another feature of the present invention is to provide a
method of creating a three-dimensional volume by simulta-
neously capturing dual sets of surface electron two-dimen-
sional substrate images and backscatter electron two-dimen-
sional substrate images, and generating a three-dimensional
substrate volume from the surface electron two-dimensional
substrate images using the alignment of the plurality of back-
scatter electron substrate images.

An additional feature of the present invention is to provide
a method for generating a three-dimensional volume of a
sample which includes scanning a surface of a sample con-
taining multiple phases by a primary electron beam generated
by an electron source, and recording separate image data
based on detected surface electrons and backscattered elec-
trons emitted by the sample during the scanning and storing of
the image data as a dual set of image data associated with the
scanned surface, removing a slice from the sample and
repeating the image capture for a plurality of times, and then
correcting at least one phase in the images based on detected
surface electrons using identifications of a different phase that
are identified in the images based on detected backscattered
electrons emitted by the sample during scanning.

A further feature of the present invention is to provide a
method for generating a three-dimensional volume of a
sample which includes the scanning of a surface of a sample
which comprises kerogen, porosity, and minerals wherein
pixels are reallocated from kerogen to pore space in an ana-
lyzed two-dimensional image which has been captured based
ondetected surface electrons using a first mask, and pixels are
reallocated from mineral to kerogen in the base analyzed
two-dimensional image using a second mask.

Another feature of the invention is to provide a system for
implementing the indicated methods.

Additional features and advantages of the present inven-
tion will be set forth in part in the description that follows, and
in part will be apparent from the description, or may be
learned by practice of the present invention. The objectives
and other advantages of the present invention will be realized
and attained by means of the elements and combinations
particularly pointed out in the description and appended
claims.

To achieve these and other advantages, and in accordance
with the purposes of the present invention, as embodied and
broadly described herein, the present invention relates in part
to a method for generating a multi-dimensional image of a
sample wherein the method includes capturing a first two-
dimensional substrate image of a surface region of the sample
with a first image capturing modality, wherein locations of at
least one material at the surface region are captured. A second
two-dimensional substrate image of the surface region is cap-
tured with a second image capturing modality which is dif-
ferent from the first image capturing modality. The second
image capturing modality can provide greater accuracy with
respect to locations of at least one material at the surface
region than the first image capturing modality. The first two-
dimensional substrate image is spatially aligned based on the
second two-dimensional substrate image, and then a first
corrected two-dimensional substrate image can be generated
based at least in part on the locations of the at least one
material in the second two-dimensional substrate image. As
an option, the first corrected two-dimensional substrate
image comprises a first material content determined by the
second modality which is not obscured by charging issues
with respect to identifying that first material than when mea-
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sured with the first modality, and a porosity content of the
sample is determined by the first modality which has higher
accuracy with respect to identitying porosity in the first two-
dimensional image than the second modality. As another
option, the corrected two-dimensional substrate image is pro-
vided by altering the first two-dimensional substrate image
with at least one digital mask wherein the locations of at least
one of sample porosity and organic content determined for the
first two-dimensional image by the first modality is corrected
using at least one mask formed with reference to one or more
of'the locations of the organic content identified in the second
two-dimensional substrate image.

The present invention further relates in part to a method of
creating a three-dimensional volume wherein the method
includes capturing a plurality of surface electron two-dimen-
sional substrate images and a plurality of backscatter electron
two-dimensional substrate images. An alignment of the plu-
rality of backscatter electron substrate images is determined
for generating a three-dimensional volume. A three-dimen-
sional substrate volume is generated from the surface electron
two-dimensional substrate images using the alignment of the
plurality of backscatter electron substrate images.

The present invention further relates in part to a method for
generating a three-dimensional digital image of a sample
wherein the method has steps which include a) scanning a
surface of a sample which comprises kerogen, porosity and
mineral by a primary electron beam generated by an electron
source, and (i) recording first image data based on detecting
surface electrons of the sample and storing the first image data
as a first two-dimensional image comprising a value of gray
scale allocated to each of a plurality of pixels in the image,
and (ii) recording second image data based on detecting back-
scattered electrons emitted by the sample during the scanning
and storing of the second image data as a second two-dimen-
sional image comprising a value of gray scale allocated to
each of a plurality of pixels in the image. The first and second
two-dimensional images provide a dual set of image data
associated with the scanned surface. In a step b), a layer is
removed from the sample by an ion beam directed at the
sample to provide a different exposed surface on the sample.
In a step c¢), the different exposed surface of the sample is
scanned by the primary electron beam, and steps a)(i) and
a)(ii) are repeated to provide a dual set of image data associ-
ated with the different exposed surface. In a step d), steps b)
and c) are repeated for a plurality of times. In a step e), a
plurality of the dual sets of image data obtained from steps a)
and d) are stacked by positioning the respective first and
second two-dimensional images in a same sequential order as
obtained from the sample. In a step 1), the first two-dimen-
sional images are aligned by reference to the second two-
dimensional images. In a step g), the first and second two-
dimensional images of the plurality of dual sets of image data
are analyzed with allocating of the pixels to pore space, kero-
gen, or mineral to form analyzed first and second two-dimen-
sional images. In a step h), pixels allocated to kerogen in the
analyzed first two-dimensional images which are not allo-
cated to kerogen in the analyzed second two-dimensional
images are identified in the dual set of image data. Ina step 1),
the pixels identified in step h) are reallocated to pore space in
the analyzed first two-dimensional images associated with
the dual set of image data.

The present invention further relates in part to a method for
generating a three-dimensional digital image of a sample
wherein the method includes the indicated steps a)-f) herein,
and the additional steps of g)-j) wherein dual masks are gen-
erated and used to correct the first two-dimensional images.
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In step g) of this method, the first two-dimensional images of
the plurality of dual sets of image data are base analyzed
comprising segmenting the pixels to pore space, kerogen, or
mineral to form base analyzed first two-dimensional images.
In a step h), the second two-dimensional images of the plu-
rality of dual sets of image data are first analyzed comprising
selecting only pixels which have gray scale values exceeding
apreselected gray scale threshold value for kerogen to define
a first mask. In a step 1), the second two-dimensional images
of the plurality of dual sets of image data are additionally
analyzed comprising selecting only pixels which have gray
scale values below a preselected gray scale threshold value
for a mineral to define a second mask. In a step j), the base
analyzed first two-dimensional images are altered by the first
mask and the second mask. Pixels are reallocated from kero-
gen to pore space in the base analyzed first two-dimensional
images using the first mask, and pixels are reallocated from
mineral to kerogen in the base analyzed first two-dimensional
images using the second mask.

The present invention further relates in part to a system for
generating a three-dimensional digital image of a sample
including a charged particle microscope, first and second
signal processing systems, and a computer. The charged par-
ticle microscope includes a scanning electron beam column
comprising an electron source for generating a primary elec-
tron beam, an ion beam column for generating a focused ion
beam across a sample to successively remove a thin layer
thereof in the direction of thickness of the sample and expose
a different surface of the sample for scanning by the primary
electron beam, a first charged particle detector for detecting
surface electrons of the sample when scanned with the pri-
mary electron beam, and a second charged particle detector
for detecting electrons backscattered by the scanned sample.
The first signal processing system is operable for recording
first image data based on surface electrons of the sample
detected by the first charged particle detector and storing the
first image data as a first two-dimensional image comprising
a value of gray scale allocated to each of a plurality of pixels
inthe image. The second signal processing system is operable
for recording second image data based on electrons backscat-
tered by the sample during the scanning which are detected by
the second charged particle detector and storing the second
image data as a second two-dimensional image comprising a
value of gray scale allocated to each of a plurality of pixels in
the image. The first and second two-dimensional images pro-
vide a dual set of image data associated with the different
exposed surface. The computer has at least one processor
operable for executing a computer program capable of per-
forming computations for creating a three dimensional digital
representation of the sample. The computations include 1)
stacking a plurality of the dual sets of image data acquired by
the first and second processing systems by positioning the
respective first and second two-dimensional images in
sequential order as obtained from the sample in alignment, ii)
base analyzing the first two-dimensional images of the plu-
rality of dual sets of image data comprising allocating the
pixels to pore space, kerogen, or mineral to form base ana-
lyzed first two-dimensional images, iii) first analyzing the
second two-dimensional images of the plurality of dual sets of
image data comprising selecting only pixels which have gray
scale values exceeding a preselected gray scale threshold
value for kerogen to define a first mask, (iv) second analyzing
the second two-dimensional images of the plurality of dual
sets of image data comprising selecting only pixels which
have gray scale values below a preselected gray scale thresh-
old value for mineral to define a second mask, and (v) altering
the base analyzed first two-dimensional images by the first
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mask and the second mask, comprising reallocating pixels
from kerogen to pore space in the base analyzed first two-
dimensional images using the first mask and reallocating
pixels from mineral to kerogen in the base analyzed first
two-dimensional images using the second mask.

It is to be understood that both the foregoing general
description and the following detailed description are exem-
plary and explanatory only and are only intended to provide a
further explanation of the present invention, as claimed.

The accompanying drawings, which are incorporated in
and constitute a part of this application, illustrate some of the
embodiments of the present invention and together with the
description, serve to explain the principles of the present
invention. The drawings are not necessarily drawn to scale.
Like numerals in the drawings refer to like elements in the
various views.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 is a schematic representation of a system according
to an example of the present invention.

FIG. 2 is a schematic illustration of secondary electrons
and backscatter electrons generated by a primary electron
beam that is directed on a sample surface.

FIGS. 3A and 3B show two-dimensional gray scale images
captured on a rock sample surface with an electron backscat-
ter scan (also referred to herein as an “energy selected back-
scatter” scan (“ESB” scan) or backscatter electron scan
(“BSE” scan) and a surface electron scan (also referred to
herein as a secondary electron (“SE2”) scan), respectively, of
the same slice of the sample, according to an example of the
present invention.

FIGS. 4A and 4B show segmentations of the kerogen phase
for both the ESB and SE2 of the slices in FIGS. 3A and 3B,
respectively, according to an example of the present inven-
tion.

FIGS. 5A and 5B show segmented captured images gen-
erated from a method including a dual signal processing
technique wherein kerogen segmentation from ESB data is
shown in FIG. 5A and pore segmentation from SE2 data is
shown in FIG. 5B, according to an example of the present
invention.

FIG. 6 is a block diagram showing various steps in a
method according to an example of the present invention.

FIG. 7A shows an SE2 image and FIG. 7D shows an ESB
image which were acquired simultaneously for the same sur-
face region of a sample and are spatially aligned.

FIGS. 7B and 7C are images that are magnified regions
marked on FIG. 7A with corresponding shapes. FIGS. 7E and
7F are images that are magnified regions marked on FIG. 7D
with corresponding shapes, according to an example of the
present invention.

FIGS. 8A-8F include FIGS. 8A-8C which correspond to
FIGS. 7A-7C and FIGS. 8D-8F show the images after a base
segmentation is performed on the images. Some of the pore
space (black) that is mislabeled as kerogen (grey) in the SE2
data is indicated by the arrow pointing to the upper left direc-
tion in FIGS. 8A, 8B, 8D and 8E, and some of the kerogen
(grey) that is mislabeled as mineral (white) is indicated by the
arrow pointing horizontally to the left direction in FIGS. 8A,
8C, 8D and 8F, according to an example of the present inven-
tion.

FIGS. 9A-9B include FIG. 9A which corresponds to FIG.
7D, and FIG. 9B shows an example of a mask created to
re-label kerogen as pore in locations where signal is being
read from inside the pore. The ESB of FIG. 9A is segmented
so that all the values and only the values above those which
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represent real kerogen in the SE2 image are selected, which
are indicated by the “sea” areas in FIG. 9B, according to an
example of the present invention.

FIGS. 10A-10B include FIG. 10A which corresponds to
FIG. 7D, and FIG. 10B shows of an example of a mask created
to re-label mineral as kerogen in locations where the kerogen
has charged. The ESB in FIG. 10A is segmented so that all of
the values and only the values below those which represent
real mineral in the SE2 image are selected, which is indicated
by the shading added in FIG. 10B, according to an example of
the present invention.

FIGS. 11A-111 includes three sets of images which show
the effect of the two masks created from the ESB image onthe
resultant segmentation. The SE2 data set in FIGS. 11A-11C
correspond to FIGS. 8A-8C, FIGS. 11D-11F correspond to
FIGS. 8D-8F, and the base segmentation modified by the two
masks is shown in FIGS. 11G-111, and the arrows indicate the
same mislabeled phases as indicated before in FIGS. 8A-8F,
according to an example of the present invention.

FIGS. 12A-12C are three magnified views of the pore
space near the arrow shown in FIGS. 11B, 11E, and 11H,
respectively, wherein the SE2 data set is shown in FIG. 12A,
the base segmentation in FIG. 12B, and the base segmentation
after correction by the two masks in FIG. 12C, according to an
example of the present invention.

FIG. 13 includes Table 1 which shows results for determin-
ing kerogen and porosity content for FIB-SEM scanned slices
of shale samples using a method according to an example of
the present invention and a comparison method including
manual analysis of the image content.

DETAILED DESCRIPTION OF THE PRESENT
INVENTION

The present invention relates in part to a method for gen-
erating a multi-dimensional image of a sample which com-
bines different image capturing modalities with data analysis
capability for identifying and integrating the higher accuracy
image features captured by each respective modality to yield
reconciled image data of higher accuracy and consistency
than possible from either modality alone. The method of the
present invention can be particularly useful, for example, for
generation of digital images of samples which contain differ-
ent phases that are not image-captured at the same levels of
accuracy by a single high resolution image capture modality.
Recognizing this problem, a method of the present invention
includes simultaneous capture of dual sets of image data for
the same surface of a sample using different image capturing
modalities. The different image capturing modalities form
part of a dual signal generation, acquisition, analysis, and
digital image display system. As an option, at least one of the
modalities can provide higher identification accuracy for at
least one image feature in comparison to the other image
capture modality or modalities. Corrected images can be gen-
erated from the identifications of different features with the
corresponding modality that provides the higher identifica-
tion accuracy for the given feature. Rock samples, for
example, can have one or more kinds of solid material (e.g.,
inorganic material, organic material, or combinations of these
phases) and possibly pore space. When multi-phase materials
are viewed under a scanning electron microscope or other
very high resolution image capture device, for example, a
surface electron or secondary electron detector of a SEM, for
example, can generate signals which provide two-dimen-
sional gray scale images that can display pore space with high
accuracy at the given slice level. These scans also may capture
signals from solid material inside the pore space at a location
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that belongs in a subsequent or deeper slice of the sample,
which can create identification errors for the image. Unless
corrected by a present method, the misidentified solid mate-
rial from the deeper slice can misleadingly appear in the
two-dimensional image as occupying space in the same two-
dimensional slice as the pore through which it is detected.
Further, some organic content of rocks, such as kerogen, also
may charge into the mineral phase during SEM scanning and
become misidentified as mineral in the two-dimensional
image. Accordingly, reliance on captured surface electron
imaging alone can result in incorrect determinations of the
pore space and solid material or materials for a sample slice.
When two-dimensional images are stacked into a single
three-dimensional volume, these identification errors can be
compounded, if not corrected by the present method. The
present method can provide such modes of correction in
highly automated routines that are more accurate, rapid, and
repeatable than reliance on manual analysis and processing of
the images.

As an option, a method of the present invention can deter-
mine phase distribution content in organic content-containing
rock wherein a corrected two-dimensional substrate image
can be generated that comprises organic content of interest
determined by a modality having higher accuracy with
respect to the organic content, and any porosity content is
determined by a different modality having higher accuracy
with respect to porosity in a two-dimensional image that was
aligned using the second two-dimensional substrate image.
As another option, a method of the present invention provides
a second image capture modality which can identify at least
one kind of solid material with a high level of accuracy at the
same slice level, and these more accurate identifications can
beused to correct at least one of misidentifications of the solid
material in the first image which are actually pore space and
misidentifications of the solid material as a different kind of
solid material.

The present method can be applied to the generation and
correction of individual two-dimensional images. The
method also can be applied to the generation and correction of
multiple two-dimensional images that are obtained from suc-
cessive slices of a sample, and the corrected images in stacked
alignment provide a high accuracy three-dimensional volume
simulation of the scanned portion of the sample.

As indicated, the present method can be implemented in a
highly automated manner in a relatively short period of time.
The present method can avoid the need for correcting the
slices by hand one slice at a time. A manual process can be
very time consuming, unrepeatable, and inaccurate such as
shown in the examples included herein. Further, with manual
marking corrections, the results can highly depend on the
individual making the manual corrections. The present
method reduces the opportunity for such errors to arise and
adversely affect the simulated image results.

As an option, a method of the present invention relates to
creating a three-dimensional display of the volume of a
sample wherein the indicated different image capture modali-
ties comprise a modality for capturing a plurality of surface
electron two-dimensional substrate images, and a different
modality which can comprise a modality for capturing a
plurality of backscatter electron two-dimensional substrate
images that are used to correct the surface electron two-
dimensional substrate images. After determining an align-
ment of both sets of the images based on the plurality of
backscatter electron substrate images, a three-dimensional
substrate volume comprised of corrected images can be gen-
erated from the surface electron two-dimensional substrate
images including corrections made for misidentified features
with reference to the backscatter electron substrate images.
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As an option, the different modality can comprise capturing a
plurality of energy dispersive spectrometer (EDS) substrate
images.

As an option, a method for measuring porosity and organic
content in rock or mineral specimens is provided that can
integrate slice-by-slice three dimensional image data acqui-
sition capabilities with powerful image analytical capabilities
in a highly automated manner. To determine porosity and
kerogen or other organic content fractions in a rock sample, a
charged particle microscope equipped for multiple signal
detection modalities can be used for generating three dimen-
sional data of the sample as dual sets of image data. The dual
sets of image data can provide different levels of accuracy as
to imaging the different features in the sample, wherein the
dual sets of data can be aligned, analyzed, and merged or
integrated in the present methods to yield unique images of
high accuracy and consistency for the sample. A rock or
mineral material, for example, that can be analyzed by the
method is not necessarily limited. The rock can be, for
example, shale, mudstone, siltstone, claystone, porcelanite,
dolomite, or a combination thereof. Shale is referenced in
some descriptions provided herein for sake of illustration and
not limitation. The method can be applied, for example, to
unconventional or “tight” fine grained formation rocks and
minerals. The tight formation materials can have extremely
low permeability, such as less than about 0.1 milliDarcy of
absolute permeability, or could even lack porous networks of
flow paths. The rock can include mineral material, such as
crystalline solid material or mineral. As an option, the organic
content can comprise kerogen. Kerogen is a mixture of
organic chemical compounds that make up a portion of the
organic matter in some rocks, such as sedimentary rocks.
Kerogen typically is insoluble in normal organic solvents
because of the very large molecular weight (e.g., upwards of
1,000 Daltons) of its component compounds. When heated,
some types of kerogen can release crude oil or natural gas. In
an option of the present method, the rock can be scanned
slice-wise by a FIB-SEM device which simultaneously gen-
erates multiple signals that can be processed and formed into
separate sets of gray scale images that yield different results
for identification of mineral (e.g., grain), organic content
(e.g., kerogen), and any pore space content of the slices of the
rock or other scanned sample.

As an option, to determine the locations and fractions of
different phases in a sample, such as a rock sample, a focused
ion beam-scanning electron microscope (FIB-SEM)
equipped for multiple detection modalities can be used to
produce two-dimensional (2D) images at different slices of
the sample at very high resolution. A charged particle beam
system 100 is shown in FIG. 1 to illustrate a FIB-SEM system
that can be used for this option. The charged particle beam
system 100 comprises a scanning electron beam column 101
and a focused ion beam column 201. As shown in FIG. 1, the
optical axis 102 of the electron beam column 101 and an
optical axis 202 of the focused ion beam column 201 inter-
sects substantially in a plane defined by the planar surface 302
of'asample 301. In this illustration, the optical axis 202 of the
focused ion beam column 201 extends approximately perpen-
dicularly to this plane of the sample 301 and the ion beam
therefore impinges orthogonally on this surface in this
example. The angle at which the electron beam traveling
along the optical axis 102 of the SEM column 101 impinges
on the surface 302 of the sample 301 in this configuration can
be a conventionally used value, such as about 30° to about
40°, or other suitable values. In the scanning electron beam
column 101, a primary electron beam can be generated by an
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electron source 103, such as a Schottky field emitter, and an
anode 104. The emitted electrons also can pass through an
extractor electrode 105 disposed between the electron source
103 and the anode 104. The accelerated electron beam then
can pass through a bore at the bottom of the anode 104 and is
substantially collimated by a collimator system 107 and then
passes through an aperture stop 109 and an inner space 111 of
the electron beam column 101. The system described to this
point can comprise components shown in a system such as in
U.S. Pat. No. 7,770,293 B2, which is incorporated herein by
reference with respect to these and other details of the design
of the electron optical system and the ion optical system. A
detector 112 for secondary or surface electrons and a separate
detector 114 for backscattered electrons are arranged in inner
space 111 through which the accelerated electron beam
passes. Following in the beam direction of the electrons, an
objective lens 116 then can be provided which can be a
combination of a magnetic lens and an electrostatic lens,
which can have features such as described in the above-
incorporated patent. The focused ion beam column 201 can
comprise an ion source 203 and other components such as
described in the above-incorporated patent capable of gener-
ating an ion beam which also can be impinged on the surface
302 of sample 301.

At the left side of FIG. 1, some control elements 1-5 of the
system 100 are shown. A scan control 1 can generate a scan-
ning signal which is applied to the electron beam column 101
and the same or a separate scan control (not shown) can
generate a scanning signal which is applied to the FIB column
201. The signal of the scan control 1 also can be applied to a
data memory 2 and can trigger the data memory 2. The data
memory 2 can have adequate capacity to store a plurality of
simultaneously captured dual image data sets. Secondary and
backscattered electrons emitted by the sample 301 because of
the primary electron beam can be accelerated by components
of the objective lens 116 of the scanning electron beam col-
umn 101 in the direction of the optical axis of the electron
beam column 101 and can be detected by the detectors 112
and 114. The separate signals detected by detectors 112 and
114 can be amplified or otherwise enhanced by respective
signal processing units 3A and 3B, and stored in data memory
2 in combination with assigned information from the scan
control 1. Thin slices can be removed from the sample 302
using focused ion beam column 201. By deflecting the
focused ion beam, for example, in a direction perpendicular to
the plane which is defined by the optical axis of the electron
beam column 111 and the optical axis of the ion beam column
201, using the scan control 1, thin slices can be removed from
the sample 302. Simultaneously, image data are generated by
using the scanned electron beam and detecting secondary and
backscattered electrons with the detectors 112 and 114,
respectively. The image data generated by the electron beam
column within the time in which one slice is removed defines
one image data set, and each detector 112 and 114 captures
signals for a respective image data set. By repeatedly remov-
ing one slice after the other and continuously generating
image data a plurality of dual sets of image data are recorded
and stored in the memory 2. For scanning electron micro-
scopes (SEM), the scanners typically output two-dimensional
arrays of values representing the gray scale values from the
scanner. In a further step, the plurality of sets of image data
stored in memory 2 are evaluated in a data analysis and image
adjustment unit 4. Regarding the analysis and image adjust-
ment, reference is made to FIGS. 3-13 herein. After the analy-
sis and image adjustment have been performed, the results
can be stored in memory 2 and sufficient information can be
available to generate high resolution 3D image displays of the
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results on adisplay 5, including according to usual and known
display methods are available.

As indicated, a feature of this option is the provision of
simultaneous detection capability for secondary or surface
electrons and backscatter electrons for producing respective
dual signals for capture and generation of dual sets of image
data based on each mode of detection. A secondary electron
detector, for example, can be used to detect signals that result
from interactions of the electron beam with atoms at or near
the surface of the sample. As illustrated in FIG. 2, primary
electrons of a primary electron beam (“PE”) impinging on a
surface of a sample at a beam spot can release a secondary
electron by an inelastic interaction, which can be referred to
as “SE1” Primary electrons also can penetrate into the
sample, undergo plural elastic interactions within a so-called
interaction volume very near the surface of the sample, and
emerge from the sample at a distance from the beam spot as
backscattering electrons, which can be referred to as “BSE”
or “ESB.” Furthermore, secondary electrons can be released
from the sample as the backscattered electrons emerge from
the sample, which also can emerge from the sample at a
distance from the beam spot, and these secondary electrons
can be referred to as “SE2.” Backscattered electrons may
impinge on the outside of the SEM lens, for example, to
release additional secondary electrons, sometimes referred to
as “SE3” (not shown in FIG. 2). The concepts of BSE, and
SE1, SE2, and SE3 types of secondary electrons are generally
known. These BSE typically have higher energy level and
other differences with respect to the secondary electrons, and
these differences can be exploited to separately detect them.
As an option, the detection of secondary electrons in methods
of'the present invention relates to detection of “SE2” second-
ary electrons. In this option, the dual sets of image data can be
based on detection of signals for BSE and SE2 electrons. The
scattering process and mechanisms occurring in the interac-
tive volume very near the surface of the sample can be differ-
ent for different materials and can depend, for example, on the
composition and structure of the material. As indicated,
simultaneous detection of secondary and backscattered elec-
trons is provided in a present method so that dual sets of image
data can be captured for each slice of the sample.

Further, as indicated, after dual sets of images are captured
for a given slice of the sample, the focused ion beam of the
FIB-SEM can be used to remove a thin layer from the surface
of the sample and another dual set of image data can be
captured on the newly exposed surface. The thin layer
removed with the FIB can be, for example, from about 1 nm
to about 30 nm, or from about 1 nm to about 20 nm, or from
about 1 nm to about 15 nm, or from about 1 nm to about 10
nm, or from about 1 nm to about 5 nm, or from about 2 nm to
about 4 nm, or other values. A FIB-SEM system that can be
adapted for use in the indicated method can be commercially
obtained, for example, as a model referred to as the
AURIGA® CROSSBEAM® FIB-SEM workstation from
Carl Zeiss SMT AG (Oberkochen, Germany). As an alterna-
tive option, one of the indicated surface electron and back-
scatter electron detectors can be replaced by a detector for
detecting x-ray signals emitted by the sample, such as an
energy dispersive spectrometer (“EDS”), and storing the
image data as an alternative set of image data in addition to the
surface electron-based image data or the backscatter electron-
based image data.

Many images can be sequentially obtained in these meth-
ods and then combined by stacking and aligning them in the
proper position, to create a preliminary three-dimensional
(3D) volume. The scan image output produced by a SEM
scanner can be a 3D numerical object including a plurality of
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2D slices or sections of the imaged sample. Each 2D slice can
include a grid of values each corresponding to a small region
of space defined within the plane of the grid. Each such small
region of space is referred to as a “pixel” and has assigned
thereto a number representing the image intensity (or for
example the density of the material as determined by the CT
scan procedure).

The process by which the two-dimensional images are
stacked and aligned is not trivial. The gray scale images can
be stacked and aligned, for example, with data visualization
and analysis software adapted for use in the present methods.
Stacking can be done, for example, by sequentially position-
ing the images of the slices in the order they were obtained
from the sample. Alignment can rely on processing tech-
niques which identity the correct lateral position of one slice
relative to the next in the same stack. As an option, the two-
dimensional substrate image or images obtained based on
surface electron detection can be aligned by reference to the
two-dimensional substrate image or images obtained with
backscatter electron detection. For example, locations of
kerogen in a two-dimensional substrate image obtained with
the backscatter electron detection can be highly accurate and
can be used to align the two dimensional substrate image or
images captured from backscatter electron detection and also
simultaneously captured two-dimensional substrate image or
images obtained from surface electron detection on the
scanned sample. The backscatter electron data typically con-
tains fewer artifacts for rock samples such as shale, and those
two-dimensional images can be used to more easily align the
slices and create a three-dimensional volume. For example,
since the kerogen locations can be more accurately displayed
in the backscatter electron substrate images captured on rock
samples, and more so than in the surface electron substrate
images, the kerogen sites in the backscatter electron substrate
images can be used to align the counterpart surface electron
substrate image which was captured at the same time with the
FIB-SEM system. With the alignment determined from back-
scatter electron data, the surface electron data can be manipu-
lated identically. The identified locations of kerogen can be
used to laterally (X-Y directions) align a two-dimensional
substrate image of the sample which has been simultaneously
acquired by surface electron detection. Where a three-dimen-
sional volume of images are to be generated based on succes-
sive scans and captures of dual set of image data at each slice,
alignment also can be based on the kerogen locations identi-
fied in the two-dimensional substrate images captured from
backscatter electron detection for each slice where nanoscale
orother very small slice thicknesses are used in generating the
stacks of two-dimensional images for successively scanned
slices of a sample. Using small slice thicknesses, kerogen
sites that propagate through adjoining slices of the images
obtained from backscatter electron detection can be identified
and used as a point or points of reference for aligning that
stack and the separate stack of slices comprising images
obtained with surface electron detection. The kerogen loca-
tions in the images obtained by backscatter electron detection
can be used to laterally align the simultaneously captured
images with each other, and the images of the adjoining
slices. This alignment process can be performed slice-by-
slice for a stack of successively acquired dual sets of images
for the sample. Using the present alignment method, the
surface electron images can be aligned without the extra
processing that would have otherwise been required. As
another option, physical registration or fiduciary marks can
be created on the surface of the sample being imaged for
alignment purposes, such as described, for example, in U.S.
Pat. No. 7,750,293 B2.
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For purposes herein, “segmentation” means a process of
partitioning a digital image into multiple segments (sets of
pixels). Image segmentation is typically used to locate objects
and boundaries (lines, curves, etc.) in images. In segmenta-
tion of porous rock, for example, it can be used to allocate
pore space and one or more non-porous phase regions and
their boundaries. Image segmentation is the process of
assigning a label to the pixels in an image such that pixels with
the same label share certain visual characteristics. The result
of image segmentation is a set of segments that collectively
cover the entire image, or a set of contours extracted from the
image. Each of the pixels in a region can be similar with
respect to some characteristic or computed property, such as
color, intensity, or texture. Adjacent regions are different with
respect to the characteristic(s). General-purpose algorithms
and techniques have been developed and used for image
segmentation in the field of digital image processing. For
example, a digital image of a rock sample can be segmented
into its compositional classes. The term “compositional
classes” can encompass, for example, open pores, mineral(s),
optionally other types of materials, or any combinations
thereof. Members of a single compositional class should pos-
sess the same composition and the same general structure
relative to other compositional classes so that they influence
to a similar extent the properties of the rock. As known in the
field, there can be ambiguity in segmenting x-ray attenuation
images (to use the X-ray microtomography example) into
compositional classes of similar mineralogy because differ-
ent rock minerals can have similar x-ray attenuations. Seg-
mentation can be greatly aided if prior information about the
mineral composition of the sample limits the number of pos-
sibilities for each pixel. As also known, where there is no prior
information, x-ray diffraction can be used to determine min-
eralogy. If two compositional classes have equal or nearly
equal x-ray attenuations, it may be necessary to use structural
metrics to distinguish them as will be understood by those
skilled in the art. Gray scaling is a non-limiting example.
These and other segmentation methods and techniques may
be applied or adapted for use in a method and system of the
present invention.

As an example, after alignment, the dual sets of image data
can be analyzed to allocate or segment pixels in the two-
dimensional gray scale images to different phases (e.g., pore
space, kerogen, or mineral in some rock samples) to form
base analyzed two-dimensional images. The value ascribed to
each pixel of the 2D slices is typically an integer that may
vary, for example, between zero and 255, for example, where
01is, e.g., pure black, and 255 is pure white. Such an integer is
typically referred to as a “gray scale” value. In the example
given, 0 to 255 can be associated, for example, with eight
digital bits in a digital word representing the gray scale value
in each pixel. Other gray scale ranges may be associated with
longer or shorter digital words in other implementations, and
the range of 0 to 255 is not intended to limit the scope of the
invention. As an option, for the purpose of simulating a pro-
cess using such a numerical object (the gray scale) for a rock
sample, allocating of the pixels can comprise allocating the
pixels in the images to pore space, kerogen, or mineral by
determining if the pixel meets preselected threshold criteria
based on gray scale values preselected for the pore space,
kerogen, or mineral, respectively. The numerical object can
be processed, for example, so that all of the pixels allocated to
the void space in a rock sample (pore space) are represented
by a common numerical value, e.g., by only zeros, and all of
the pixels associated with the rock minerals or kerogen are
represented by different (higher) numerical values, for
example, a value or range value much closer to 255 for min-
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eral, and an intermediate value or range value between that of
mineral and pore forkerogen. A routine which can be used for
the allocation can be, for example, a data visualization and
analysis software adapted for the present method.

For rocks such as shale, for example, there can be great
complexity in the features of the images. The images also can
contain artifacts of the acquisition process that are not present
in the actual sample. Thus, creating a three-dimensional
image stack of a sample can be technically challenging with-
out the present method. For example, where images are
obtained only from a surface electron detector used in a
FIB-SEM to create a three-dimensional volume from which
porosity and kerogen or other organic content is quantified,
the images created using the surface electron detector data
alone can provide sharper edges on the pore spaces (porosity)
than, for instance, from backscatter electron detector data.
However, it has been found that there are typically more
artifacts in the surface electron data that make three-dimen-
sional alignment and quantification of kerogen or other
organic content more difficult than when using a different
modality, for example, backscatter electron data. For accurate
porosity determination, then extra processing steps are
needed to deal with the digital artifacts that can be present in
the surface electron data. As indicated, manual corrections,
however experienced the particular human image interpreter
may be, are typically time consuming and require visual
interpretation and personal judgment. The present method
can overcome these problems associated with reliance on
manual interpretation of images.

As an option, in a method of the present invention, kerogen
fraction can be determined from the backscatter electron data
and porosity fraction can be determined from surface electron
data that was aligned using the backscatter electron image
stack for any of the indicated simultaneously captured two-
dimensional images of the dual data set acquired on the FIB-
SEM. An illustration of the different results that can be
obtained based on surface electron scans and backscatter
electron scans of a same sample surface of a rock with a
FIB-SEM device, and the computation of a corrected image
result based on these differing data is shown, for example, in
FIGS. 3A-3B, 4A-4B, and 5A-5B. FIGS. 3A and 3B show
two-dimensional gray scale images which have been simul-
taneously captured on a rock sample surface (i.e., a shale
surface) with an electron backscatter scan (ESB) scan) and a
surface electron scan (secondary electron (SE2) scan),
respectively, of the same slice of the sample using an
AURIGA® CROSSBEAMS FIB-SEM workstation obtained
from Carl Zeiss NTS GmbH. FIGS. 4A and 4B show separate
ESB and SE2 segmentation images of the slices of FIGS. 3A
and 3B, respectively. At this stage of the data analysis, the
computed results for the ESB scan of FIG. 3A are porosity
1.8%, kerogen 22.1%, and absolute permeability 0 nD, and
for the SE2 scan of FIG. 3B, they are porosity 5.6%, kerogen
16.6%, and absolute permeability 36/0/15 nD (x,y,z axis).
Thus, the results for the ESB and SE2 scans do not agree.
These results show that the ESB and SE2 scans can have
significantly different capabilities to distinguish pores from
kerogen in shale or other rock. FIGS. 5A and 5B show seg-
mented captured images from a present method including a
dual signal processing technique wherein kerogen segmenta-
tion from ESB data is shown in FIG. 5A and pore segmenta-
tion from SE2 data is shown in FIG. 5B. As an option, the
kerogen content of the sample slice can be determined from
only the kerogen segmentation from the backscatter electron
(ESB)data (FIG. 5A) and the porosity can be determined only
from the pore segmentation from the surface electron (SE2)
data (FIG. 5B) that was aligned using the backscatter electron
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image stack. If this option is used, the computed and merged
results for these two types of images acquired for the same
slice of the sample are porosity 5.6% as based on the higher
resolution determination of porosity from the surface electron
data, kerogen 22.1% as based on the higher resolution deter-
mination of kerogen from the backscatter electron data, and
absolute permeability 36/0/15 nD (x,y,z axis). The absolute
permeability of the sample was determined by numerical
simulation. Using the present method on a plurality of the
indicated simultaneously captured two-dimensional images
of the dual data set acquired on the FIB-SEM for a given
scanned sample, volume fractions of kerogen, porosity, and
for other phases of a rock can be more accurately determined.
The method also can be applied to other types of samples, and
is not limited to rock or mineral. Segmentation and data
processing time can be reduced by this method. A further
benefit of the method is that it is much faster, consistent, and
accurate than methodology using manual analysis.
FIB-SEM images (SE2), for example, can become increas-
ingly difficult to segment as the pore space becomes larger
and signals are captured from solid material inside the pore
space from a location that belongs in a subsequent slice. A
non-corrected segmentation used to segment computer tomo-
graphic (CT) data sets typically labels this material as kero-
gen (or in a worse case, as mineral for materials that have
charged or oriented near parallel to the milled surface) when
it should be labeled as porosity. Kerogen, for example, can be
mislabeled as mineral when it charges during scanning by a
FIB-SEM device. Without the present method, these misiden-
tifications would need to be corrected manually by hand one
slice at a time. As indicated, a manual process is very time
consuming, unrepeatable, and inaccurate. Results can highly
depend on the individual making the manual corrections.
As another option, a method of the present invention can
correct images captured as surface electron two-dimensional
substrate images with at least one mask which can be devel-
oped from backscatter electron two-dimensional substrate
images which are simultaneously captured for each slice. In
this option, pixels can be reallocated from kerogen to pore
space in the surface electron two-dimensional substrate
images using a first mask. Additionally or alternatively, pixels
can be reallocated from mineral to kerogen in the surface
electron two-dimensional substrate images using a second
mask. To correct pore misidentified as kerogen in the surface
electron two-dimensional substrate images, such as where
material inside a pore from a deeper slice appears in a kerogen
gray scale range, inspection of a simultaneously acquired
backscatter electron data set can be used to reveal areas in the
surface electron two-dimensional substrate images where the
pore is mislabeled as kerogen. For example, the backscatter
electron data which is taken simultaneously with and aligned
to the surface electron data reveals that in areas in which pore
has been mislabeled as kerogen in the surface electron data
that the backscatter electron data has a significantly higher
gray scale value than areas labeled as kerogen that are correct.
This indicates that these areas have higher gray scale values
than would be expected of real kerogen. For example, with the
first mask, actual pore can be assigned a high gray scale value
as it appears white relative to real kerogen in the backscat-
tered SEM images (e.g., about 190 to 240). For the second
mask kerogen which has charged and mislabeled as mineral
can be assigned a low gray scale value relative to the mineral
phase as the kerogen can appear as a lower shade of gray
relative to the mineral phase in the backscattered SEM images
(e.g., about 0 to 115). A surface area in the surface electron
data that appears significantly darker in shade and has a
significantly higher gray scale value than the real kerogen in
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the backscatter electron data can be identified by comparing
the kerogen identified in the surface electron data with that in
the backscatter electron data. For example, the backscatter
electron data set can reveal pore areas which have been misi-
dentified as kerogen in the surface electron two-dimensional
substrate images that have gray scale values that are higher
than the areas correctly labeled as kerogen in backscatter
electron two-dimensional substrate images. This difference
can be exploited to correct the porosity mislabeled as kerogen
in the surface electron two-dimensional substrate images
while leaving locations of real kerogen unaffected. To correct
kerogen misidentified as mineral in locations of the surface
electron two-dimensional substrate images where the kero-
gen has charged into the gray scale range of mineral during
scanning (e.g., the charged kerogen appears much lighter than
normal in the images), the same backscatter electron data set
used to correct the porosity can be used to make these cor-
rections. For example, there can be areas of the segmented
mineral phase in the surface electron data set that should be
identified as kerogen but are not because these areas have a
gray scale value that is above the gray scale range assigned to
kerogen. These areas mislabeled as mineral in the surface
electron data are found to have a significantly lower gray scale
value in the backscatter electron data set than areas labeled as
mineral that are correct. These areas in the surface electron
data set appear significantly darker than actual mineral areas
in the backscatter electron data set. For example, the back-
scatter electron data set can reveal kerogen areas misidenti-
fied as mineral in the surface electron two-dimensional sub-
strate images that have gray scale values that are lower than
the areas correctly labeled as mineral in backscatter electron
two-dimensional substrate images. This difference can be
exploited to correct the kerogen mislabeled as mineral in the
surface electron two-dimensional substrate images while
leaving real mineral unaffected.

In the block diagram of FIG. 6, the main process steps of a
present method using dual masks to correct the dual set of
image data is shown. In step 101, a surface of the sample is
scanned, such as with a FIB-SEM as shown herein. In step
102, dual sets of image data signals of SEM images that are
captured by multiple detectors, such as indicated herein, are
recorded (e.g., during a scanning of the electron beam of the
electron optical column in two directions perpendicular to its
optical axis and detecting secondary and backscattered elec-
trons). In a consecutive step 103, this dual set of image data is
stored in an image memory. During the time the image data
set is recorded in step 103, a slice can be removed from the
sample in step 104, such as by dry etching or sputtering of the
sample by the focused ion beam. These steps 101 through 104
are repeated for a desired number of times, which is denoted
by recursive arrow 104 A until a desired plurality of dual sets
of image data are stored in the memory. After the desired
number of dual sets of image data are recorded in step 103, the
dual sets of images are stacks in step 105 and then aligned in
step 106. In step 107, the images are analyzed (e.g., seg-
mented) to preliminarily allocate phase locations in the
images, such as, for example, to pore, kerogen, and mineral
for some rock samples. In steps 108 and 109, masks are
developed for correcting pore space that has been misallo-
cated to kerogen and kerogen which has been misallocated to
mineral. In step 110, alterations or corrections are made to
one of the sets of images using the masks. After the above
steps have been performed, sufficient information to generate
high resolution 3D image displays according to usual and
known display methods are available.

An example of a dual mask method of correcting digital
images of a method of the present invention is provided with
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reference made to FIGS. 7-13. In this illustration, a shale rock
is scanned with an AURIGA® CROSSBEAM® FIB-SEM
workstation from Carl Zeiss SMT AG (Oberkochen, Ger-
many). Other combinations of different scanning modalities
can be used, including those indicated elsewhere herein. In
this example, dual signals are simultaneously acquired with
an SE2 detector and ESB detector that are used with the
FIB-SEM device. Image data is recorded based on the
detected surface electrons of the sample and stored as a two-
dimensional image comprising a value of gray scale allocated
to each of a plurality of pixels in the images. A separate set of
image data is recorded based on the detected backscattered
electrons emitted by the sample during the scanning and
stored as two-dimensional images comprising a value of gray
scale allocated to each of a plurality of pixels in the images.
The two-dimensional images provide a dual set of image data
associated with the scanned sample. The two-dimensional
images obtained based on dual surface electron and backscat-
ter electron detection each can be stacked and aligned in the
previously mentioned manner or manners. The dual sets of
image data can then be analyzed to allocate pixels in the
two-dimensional gray scale images to pore space, kerogen, or
mineral to form base analyzed two-dimensional images.
Commercial data visualization and analysis software can be
adapted for performing the analyzing, such as a computerized
segmentation routine. The segmentation routine can be, for
example, a tool or module of a data visualization and analysis
software adapted to perform the analysis indicated herein.

As an option, routines are provided using the ESB data as
asecond image set to enhance the accuracy ofthe labeled pore
and kerogen phases in the SE2 data as a primary image set.
Two masks are created from the ESB data for two purposes.
As one purpose, kerogen is re-labeled as pore in locations
where material inside the pore from a deeper slice appears in
the kerogen gray scale range. Close inspection of ESB data,
which is taken simultaneously with and aligned to the SE2
data, reveals that in areas which pore has been mislabeled as
kerogen, the ESB data has a significantly higher gray scale
value than areas labeled as kerogen that are correct. As indi-
cated, this difference is exploited to correct the porosity mis-
labeled as kerogen while leaving real kerogen unaffected. As
another purpose, mineral is re-labeled as kerogen in locations
where the kerogen has charged into the gray scale range of
mineral during scanning, such as by a FIB-SEM device. As
indicated, the same ESB data set used to correct the porosity
can be used to correct the kerogen, wherein the segmented
mineral phase that should be kerogen has a significantly lower
gray scale value in the ESB data set than areas labeled as
mineral that are correct. Kerogen mislabeled as mineral in the
surface electron data is corrected while leaving real mineral
unaffected.

For example, FIG. 7A shows an SE2 image and FIG. 7D
shows an ESB image which were acquired simultaneously for
the same surface region of the sample and are spatially
aligned. FIGS. 7B and 7C are images that are magnified
regions marked on FIG. 7A with corresponding shapes.
FIGS. 7E and 7F are images that are magnified regions
marked on FIG. 7D with corresponding shapes. The SE2 data
set is segmented using a data visualization and analysis soft-
ware to produce the base segmentation. The ESB data set is
also segmented to produce the two masks which will be used
to alter the base segmentation produced from the SE2 data set.

FIGS. 8A-8F include FIGS. 8A-8C which correspond to
FIGS. 7A-7C and FIGS. 8D-8F show the images after the
base segmentation is performed on the images. Some of the
pore space (black) has been mislabeled as kerogen (gray)
because of SE2 data being acquired from inside the pore
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space (e.g., see the arrow pointing at an angle towards the
upper left direction in FIGS. 8A, 8B, 8D and 8E) and that
some of the kerogen (grey) has been mislabeled as mineral
(white) because it has charged during scanning (e.g., see the
arrow pointing in the horizontal direction towards the left-
hand side of the figure in FIGS. 8A, 8C, 8D, and 8F).

FIGS. 9A and 9B are an example of a method for creating
a first mask to re-label kerogen as pore in locations where
signal is being read from inside the pore. FIG. 9A corresponds
to FIG. 7D, and FIG. 9B shows an example of the created
mask. The ESB shown in FIG. 9A is analyzed so thatall of the
pixels which have gray scale values and only the gray scale
values above those which represent real kerogen in the SE2
image are selected, which are indicated as “sea” areas in FIG.
9B. Locations where the signal is being acquired from inside
the pore have higher gray scale values than in locations where
real kerogen is present so it is possible to re-label these areas
as pore without re-labeling those areas which are real kero-
gen. For example, only pixels which have gray scale value
exceeding a preselected gray scale threshold value for real
kerogen are selected in defining a first mask.

FIGS. 10A-10B include FIG. 10A which corresponds to
FIG. 7D, and FIG. 10B shows an example of a second mask
created to re-label mineral as kerogen in locations where the
kerogen has charged into gray scale values different than real
kerogen in response to the FIB-SEM scanning procedure. The
order of creation of the indicated first and second masks is not
limited. The ESB data in FIG. 10A is analyzed so that all the
gray scale values and only the gray scale values below those
which represent real mineral in the SE2 image are selected,
which is indicated by the shading added in FIG. 10B. For
example, analysis of the ESB two-dimensional images of the
plurality of dual sets of image data can be done by selecting
only pixels which have gray scale values below a preselected
gray scale threshold value for mineral to define the second
mask. Since charging is not as much of an issue in the ESB
data set as compared to the SE2 data set, itis possible to select
charged areas ofthe kerogen in the ESB data set that cannot be
segmented as kerogen in the SE2 data set. However, as the
boundaries of the ESB data sets may be somewhat fuzzy and
the resolution lower, the kerogen phase from the ESB data set
can be used but may not be the optimal solution. For example,
the boundaries can be segmented from the SE2 data set, such
as using the indicated data visualization and analysis soft-
ware, while the ESB data can be used only to fill in the
charged areas inside these boundaries.

FIGS. 11A-111 includes three sets of images which show
the effect of the two masks created from the ESB image on the
resultant segmentation. The SE2 data set in FIGS. 11A-11C
corresponds to that of FIGS. 8A-8C, and those in FIGS.
11D-11F correspond to FIGS. 8D-8F. The base segmentation
modified by the two masks is shown in FIGS. 11G-111. The
angle and horizontal arrows indicate the same regions as
discussed before in FIGS. 8 A-8F. In FIG. 11H, kerogen inside
the pore space near the angled arrow has been properly re-
labeled as pore and, in FIG. 111, the mineral near the hori-
zontal arrow has been properly re-labeled as kerogen. The
base analyzed two-dimensional image based on the SE2
image data is thus altered and corrected by the first mask and
the second mask. Pixels are reallocated from kerogen to pore
space in the base analyzed two-dimensional image based on
the SE2 data using the first mask and pixels are reallocated
from mineral to kerogen in the base analyzed two-dimen-
sional images based on the SE2 data using the second mask.

FIGS. 12A-12C are three magnified views of the pore
space near the arrow shown in FIGS. 11B, 11E, and 11H,
respectively, wherein the SE2 data set is shown in FIG. 12A,

10

15

20

25

30

40

45

50

55

60

65

18

the base segmentation in FIG. 12B, the base segmentation
corrected by the two masks in FIG. 12C.

Table 1, which is shown in FIG. 13, presents a comparison
of results obtained between a comparison method wherein
experienced analysts are used to manually analyze the images
to segment FIB data sets and the indicated present method in
terms of total porosity and kerogen volume fractions. Kero-
gen values increase or decrease based on the nature of the
sample. As shown in the results, in some cases, the manual
method seriously underestimates the total porosity of samples
and at least to a degree in all cases.

Although for sake of simplifying this illustration, it only
shows images captured and corrected for single slices of a
sample, it will be appreciated that the indicated FIB-SEM
workstation can be used to remove successive layers from the
sample by an ion beam directed at the sample to provide a
different exposed surface on the sample, and the different
exposed slice can be scanned and dual sets of image data can
be captured for each slice for alignment, analysis and correc-
tion as shown herein. A 3D volume can be created with the
resulting stack of corrected images. A system of the present
application can include at least one device to display, print, or
store results of the scans, processed images, corrected
images, or other results. For example, the resulting 3D vol-
ume can be displayed (e.g., on a LED display, LCD display,
CRT display, HD display, plasma screen, or other displays),
stored in memory, printed with a printer (e.g., slice-wise), or
any combinations of these.

The indicated analyses and corrections made to the image
data sets provided in the present methods can be performed in
a highly automated manner. A program module or modules
can be programmed into data visualization and analysis soft-
ware, for example, for executing this operation. A program
product can be stored on a non-transitory computer-readable
medium, which when executed, enables a computer infra-
structure to perform at least the indicated stacking, alignment,
analysis, and image correction steps. The computer-readable
medium can comprise program code embodied on one or
more portable storage articles of manufacture (e.g., memory
stick, flash memory, DVD, compact disc, magnetic disk, a
tape, etc.), on one or more data storage portions of a comput-
ing device, such as memory and/or other storage system,
and/or as a data signal traveling over a LAN or internet
network (e.g., during a wired/wireless electronic distribution
of'the program product). To this extent, the deployment of the
program product can comprise one or more of (1) installing
program code on a computing device, such as computer, from
a computer-readable medium; (2) adding one or more com-
puting devices to the computer infrastructure; and (3) incor-
porating and/or modifying one or more existing systems of
the computer infrastructure to enable the computer infrastruc-
ture to perform the processes of the invention. Program code
can be embodied as one or more types of program products,
for example, such as an application/software program, com-
ponent software/a library of, functions, an operating system,
a basic /O system/driver for a particular computing and/or
I/O device, and the like.

The technical benefit of the present method can be more
accurate segmentations and therefore more accuracy in all
resulting 2D and 3D image products. Segmentations them-
selves can be repeatable and can be more consistent among
multiple users. Segmentations are less likely to miss porosity
and kerogen in rock samples, for example, and can be more
repeatable because of the reduced or avoided need for manual
labeling of materials. The resulting quality of computed prop-
erties can be enhanced. The segmentation process can be
shorter than manual methods and therefore more efficient. An
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economic benefit of the present method can be higher quality,
more consistent results in a shorter period of time. More
samples can be completed using the same human resources.
More projects can be completed for a given time using the
same human resources as the present method can reduce time
needed to segment FIB data sets while reducing the need to
manual label phases of a sample image.

The present invention also includes the following aspects/
embodiments/features in any order and/or in any combina-
tion:

1. The present invention relates to a method for generating
a multi-dimensional image of a sample, comprising:

capturing a first two-dimensional substrate image of a sur-
face region of the sample with a first image capturing modal-
ity, wherein locations of at least one material at the surface
region are captured;

capturing a second two-dimensional substrate image of the
surface region with a second image capturing modality which
is different from the first image capturing modality, wherein
the second image capturing modality provides greater accu-
racy with respect to locations of at least one material at the
surface region than the first image capturing modality;

spatially aligning the first two-dimensional substrate
image based on the second two-dimensional substrate image;

generating a first corrected two-dimensional substrate
image based at least in part on the locations of the at least one
material in the second two-dimensional substrate image.

2. The method of any preceding or following embodiment/
feature/aspect, wherein the first corrected two-dimensional
substrate image comprises a first material content determined
by the second modality having higher accuracy with respect
to identifying that first material than when measured with the
first modality, and a porosity content of the sample is deter-
mined by the first modality having higher accuracy with
respect to identifying porosity in the first two-dimensional
image than the second modality.

3. The method of any preceding or following embodiment/
feature/aspect, wherein the generating comprises:

identifying locations of the at least one material in the first
two-dimensional substrate image which correspond with the
locations of the at least one material in the second two-
dimensional substrate image; and

correcting the locations of the at least one material in the
first two-dimensional substrate image which correspond to
the locations of the at least one material in the second two-
dimensional substrate image to generate the first corrected
two-dimensional substrate image.

4. The method of any preceding or following embodiment/
feature/aspect, further comprising:

a) removing a layer of the sample at the surface region after
the capturing of the first and second two-dimensional sub-
strate images to expose a different surface region of the
sample;

b) capturing a first two-dimensional substrate image at the
different surface region with the first image capturing modal-
ity;

¢) capturing a second two-dimensional substrate image at
the different surface region with the second image capturing
modality;

d) repeating steps a), b), and c) for a plurality of times;

e) spatially aligning the first two-dimensional substrate
images based on the second two-dimensional substrate
images;

f) identifying, for each different surface region, the loca-
tions of the at least one material in the first two-dimensional
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substrate image which correspond with the locations of the at
least one material in the second two-dimensional substrate
image;

g) correcting, for each of the different surface regions, the
locations of the at least one material in the first two-dimen-
sional substrate image which correspond to the locations of
the at least one material in the second two-dimensional sub-
strate image to generate a second corrected two-dimensional
substrate image;

h) generating a three-dimensional substrate volume with
the corrected two-dimensional substrate images.

5. The method of any preceding or following embodiment/
feature/aspect, wherein the generating comprises determin-
ing a porosity of the substrate based on the surface electron
two-dimensional substrate image corrected by comparison to
the backscatter electron substrate image.

6. The method of any preceding or following embodiment/
feature/aspect, wherein the first image capturing modality
comprises scanning said surface region of the sample by a
charged particle beam and recording first image data by
detecting secondary (surface) electrons emitted by the sample
and storing the first image data as a first set of image data
which corresponds to the first two-dimensional substrate
image, and

wherein the second image capturing modality comprises:

1) scanning the surface region of the sample by the charged
particle beam and recording second image data by detecting
backscattered electrons emitted by the sample and storing the
second image data as a second set of image data which cor-
responds to the second two-dimensional substrate image, or

ii) scanning the surface region of the sample by the charged
particle beam and recording second image data by detecting
x-rays emitted by the sample with an energy dispersive spec-
trometer and storing the second image data as a second set of
image data.

7. A method of creating a three-dimensional volume, com-
prising:

capturing a plurality of surface electron two-dimensional
substrate images;

capturing a plurality of backscatter electron two-dimen-
sional substrate images;

determining an alignment of the plurality of backscatter
electron substrate images for generating a three-dimensional
volume;

generating a three-dimensional substrate volume from the
surface electron two-dimensional substrate images using the
alignment of the plurality of backscatter electron substrate
images.

8. The method of any preceding or following embodiment/
feature/aspect, wherein the capturing steps employ an elec-
tron microscope comprising a surface electron detector and a
backscatter electron detector.

9. The method of any preceding or following embodiment/
feature/aspect, wherein the electron microscope is a scanning
electron microscope (SEM) capable of scanning a substrate
with a primary charged particle beam wherein the substrate
emits separately detectible surface electrons and backscat-
tered electrons.

10. The method, of any preceding or following embodi-
ment/feature/aspect, wherein the further comprising:

removing a layer of the substrate after a first surface elec-
tron two-dimensional substrate image and a first backscatter
electron two-dimensional substrate image is captured, and
before a second surface electron two-dimensional substrate
image and a second backscatter electron two-dimensional
substrate image is captured.
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11. The method of any preceding or following embodi-
ment/feature/aspect, wherein the step of removing a layer is
repeated after the second surface electron two-dimensional
substrate image and the second backscatter electron two-
dimensional substrate image is captured, and repeating the
step of removing after each subsequent set of surface electron
and backscatter electron image captures until at least after the
penultimate set of image captures.

12. The method of any preceding or following embodi-
ment/feature/aspect, wherein the removing comprises dry
etching, sputtering, or any combinations thereof, by a focused
ion beam.

13. The method of any preceding or following embodi-
ment/feature/aspect, further comprising:

determining a porosity of the substrate based on a series of
the surface electron two-dimensional substrate images cor-
rected by comparison to the plurality of backscatter electron
substrate images.

14. The method of any preceding or following embodi-
ment/feature/aspect, wherein the substrate comprises at least
one rock or mineral.

15. The method of any preceding or following embodi-
ment/feature/aspect, wherein the substrate is shale, mud-
stone, siltstone, claystone, porcelanite, dolomite, or a combi-
nation thereof.

16. The method of any preceding or following embodi-
ment/feature/aspect, wherein the substrate comprises shale.

17. The method of any preceding or following embodi-
ment/feature/aspect, further comprising:

determining organic-based inclusion content of the sub-
strate from the backscatter electron substrate three-dimen-
sional image.

18. The method of any preceding or following embodi-
ment/feature/aspect, wherein the organic-based inclusion
comprises kerogen.

19. The method of any preceding or following embodi-
ment/feature/aspect, the method further comprising:

at least one of displaying the surface electron substrate
three-dimensional image and the backscatter electron sub-
strate three-dimensional image on a screen, printing the sur-
face electron substrate three-dimensional image and the
backscatter electron substrate three-dimensional image, and
storing the surface electron substrate three-dimensional
image and the backscatter electron substrate three-dimen-
sional image in a memory device.

20. The method of any preceding or following embodi-
ment/feature/aspect, wherein the volume generated is from
voxels having side lengths of from about 1 nm to about 30 nm.

21. The method of any preceding or following embodi-
ment/feature/aspect, wherein the layer removed has a thick-
ness from about 1 nm to about 30 nm.

22. A method of creating a three-dimensional volume,
comprising:

capturing a plurality of surface electron two-dimensional
substrate images;

capturing a plurality of backscatter electron two-dimen-
sional substrate images;

determining an alignment of the plurality of backscatter
electron substrate images for generating a three-dimensional
volume;

generating a three-dimensional substrate volume from the
backscatter electron two-dimensional substrate data using the
alignment of the plurality of surface electron substrate
images.

23. A method for generating a three-dimensional digital
image of a sample, comprising the steps of:
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a) scanning a surface of a sample by a primary electron
beam generated by an electron source, wherein the sample
comprises kerogen and mineral, and (i) recording first image
data based on detecting surface electrons of the sample and
storing the first image data as a first two-dimensional image
comprising a value of gray scale allocated to each of a plu-
rality of pixels in the image, and (ii) recording second image
data based on detecting backscattered electrons emitted by
the sample during the scanning and storing the second image
data as a second two-dimensional image comprising a value
of gray scale allocated to each of a plurality of pixels in the
image, wherein the first and second two-dimensional images
provide a dual set of image data associated with the scanned
surface;

b) removing a layer from the sample by an ion beam
directed at the sample to provide a different exposed surface
on the sample;

¢) scanning the different exposed surface of the sample by
the primary electron beam, and repeating steps a)(i) and a)(ii),
to provide a dual set of image data associated with the differ-
ent exposed surface;

d) repeating the step b) and the step c¢) for a plurality of
times;

e) stacking a plurality of the dual sets of image data
obtained from steps a) and d) by positioning the respective
first and second two-dimensional images in a same sequential
order as obtained from the sample;

f) aligning the first two-dimensional images by reference to
the second two-dimensional images;

g) analyzing the first and second two-dimensional images
of'the plurality of dual sets of image data comprising allocat-
ing the pixels to pore space or kerogen to form analyzed first
and second two-dimensional images;

h) identifying pixels allocated to kerogen in the analyzed
first two-dimensional images which are not allocated to kero-
gen in the analyzed second two-dimensional images in the
dual set of image data; and

1) reallocating the pixels identified in step h) to pore space
in the analyzed first two-dimensional images associated with
the dual set of image data.

24. A method for generating a three-dimensional digital
image of a sample, comprising the steps of:

a) scanning a surface of a sample by a primary electron
beam generated by an electron source, wherein the sample
comprises kerogen and mineral, and (i) recording first image
data based on detecting surface electrons of the sample and
storing the first image data as a first two-dimensional image
comprising a value of gray scale allocated to each of a plu-
rality of pixels in the image, and (ii) recording second image
data based on detecting backscattered electrons emitted by
the sample during the scanning and storing the second image
data as a second two-dimensional image comprising a value
of gray scale allocated to each of a plurality of pixels in the
image, wherein the first and second two-dimensional images
provide a dual set of image data associated with the scanned
surface;

b) removing a layer from the sample by an ion beam
directed at the sample to provide a different exposed surface
on the sample;

¢) scanning the different exposed surface of the sample by
the primary electron beam, and repeating steps a)(i) and a)(ii),
to provide a dual set of image data associated with the differ-
ent exposed surface;

d) repeating the step b) and the step c¢) for a plurality of
times;

e) stacking a plurality of the dual sets of image data
obtained from steps a) and d) by positioning the respective
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first and second two-dimensional images in a same sequential
order as obtained from the sample;

f) aligning the first two-dimensional images by reference to
the second two-dimensional images;

g) base analyzing the first two-dimensional images of the
plurality of dual sets of image data comprising segmenting
the pixels to pore space, kerogen, or mineral to form base
analyzed first two-dimensional images;

h) first analyzing the second two-dimensional images of
the plurality of dual sets of image data comprising selecting
only pixels which have gray scale values exceeding a prese-
lected gray scale threshold value for kerogen to define a first
mask;

1) second analyzing the second two-dimensional images of
the plurality of dual sets of image data comprising selecting
only pixels which have gray scale values below a preselected
gray scale threshold value for mineral to define a second
mask;

j) altering the base analyzed first two-dimensional images
by the first mask and the second mask, comprising reallocat-
ing pixels from kerogen to pore space in the base analyzed
first two-dimensional images using the first mask and reallo-
cating pixels from mineral to kerogen in the base analyzed
first two-dimensional images using the second mask.

25. The method of any preceding or following embodi-
ment/feature/aspect, wherein the removing of the layer in step
b) comprises ion milling across the sample in a direction
approximately perpendicular to a previous exposed surface of
the sample to remove a layer of approximately uniform thick-
ness of from about 1 nm to about 5 nm.

26. The method of any preceding or following embodi-
ment/feature/aspect, wherein the sample comprises at least
one rock or mineral.

27. The method of any preceding or following embodi-
ment/feature/aspect, wherein the sample is shale, mudstone,
siltstone, claystone, porcelanite, dolomite, or a combination
thereof.

28. The method of any preceding or following embodi-
ment/feature/aspect, further comprising step k), computing
total pore space percentage and total kerogen percentage for
reconciled images of the sample produced by step j).

29. A system for generating three-dimensional digital
images of a sample, comprising:

a) a charged particle microscope comprising—

a scanning electron beam column comprising an electron
source for generating a primary electron beam,

an ion beam column for generating a focused ion beam
across a sample to successively remove a thin layer thereofin
the direction of thickness of the sample and expose a different
surface of the sample for scanning by the primary electron
beam,

a first charged particle detector for detecting surface elec-
trons of the sample when scanned with the primary electron
beam,

a second charged particle detector for detecting backscat-
tered electrons emitted by the scanned sample,

b) a first signal processing system for recording first image
data based on surface electrons of the sample detected by the
first charged particle detector and storing the first image data
as a first two-dimensional image comprising a value of gray
scale allocated to each of a plurality of pixels in the image,
and a second signal processing system for recording second
image data based on backscattered electrons emitted by the
sample during the scanning which are detected by the second
charged particle detector and storing the second image data as
a second two-dimensional image comprising a value of gray
scale allocated to each of a plurality of pixels in the image,
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wherein the first and second two-dimensional images provide
a dual set of image data associated with the different exposed
surface;

¢) a computer comprising at least one processor operable
for executing a computer program capable of performing
computations for creating a three dimensional digital repre-
sentation of the sample, wherein the computations comprise:
stacking a plurality of the dual sets of image data acquired by
the first and second processing systems by positioning the
respective first and second two-dimensional images in
sequential order as obtained from the sample in alignment,

base analyzing the first two-dimensional images of the
plurality of dual sets of image data comprising allocating the
pixels to pore space, kerogen, or mineral to form base ana-
lyzed first two-dimensional images,

first analyzing the second two-dimensional images of the
plurality of dual sets of image data comprising selecting only
pixels which have gray scale values exceeding a preselected
gray scale threshold value for kerogen to define a first mask,

second analyzing the second two-dimensional images of
the plurality of dual sets of image data comprising selecting
only pixels which have gray scale values below a preselected
gray scale threshold value for mineral to define a second
mask, and

altering the base analyzed first two-dimensional images by
the first mask and the second mask, comprising reallocating
pixels from kerogen to pore space in the base analyzed first
two-dimensional images using the first mask and reallocating
pixels from mineral to kerogen in the base analyzed first
two-dimensional images using the second mask.

The present invention can include any combination of
these various features or embodiments above and/or below as
set forth in sentences and/or paragraphs. Any combination of
disclosed features herein is considered part of the present
invention and no limitation is intended with respect to com-
binable features.

Applicants specifically incorporate the entire contents of
all cited references in this disclosure. Further, when an
amount, concentration, or other value or parameter is given as
either a range, preferred range, or a list of upper preferable
values and lower preferable values, this is to be understood as
specifically disclosing all ranges formed from any pair of any
upper range limit or preferred value and any lower range limit
or preferred value, regardless of whether ranges are sepa-
rately disclosed. Where a range of numerical values is recited
herein, unless otherwise stated, the range is intended to
include the endpoints thereof, and all integers and fractions
within the range. It is not intended that the scope of the
invention be limited to the specific values recited when defin-
ing a range.

It will be apparent to those skilled in the art that various
modifications and variations can be made to the embodiments
of the present invention without departing from the spirit or
scope of the present invention. Thus, it is intended that the
present invention covers other modifications and variations of
this invention provided they come within the scope of the
appended claims and their equivalents.

What is claimed is:
1. A method for generating a multi-dimensional image of a
sample, comprising:

capturing a first two-dimensional substrate image of a sur-
face region of the sample with a first image capturing
modality, wherein the first two-dimensional substrate
image is a surface electron two-dimensional substrate
image and wherein locations of at least one material at
the surface region are captured;
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capturing a second two-dimensional substrate image of the
surface region with a second image capturing modality
which is different from the first image capturing modal-
ity, wherein the second image capturing modality pro-
vides greater accuracy with respect to locations of at
least one material at the surface region than the first
image capturing modality;

spatially aligning the first two-dimensional substrate

image based on the second two-dimensional substrate
image;
generating a first corrected two-dimensional substrate
image based at least in part on the locations of the at least
one material in the second two-dimensional substrate
image, wherein said generating comprises determining a
porosity of the substrate based on the surface electron
two-dimensional substrate image corrected by compari-
son to the second two-dimensional substrate image.
2. The method of claim 1, wherein the first corrected two-
dimensional substrate image comprises a first material con-
tent determined by the second modality having higher accu-
racy with respect to identifying that first material than when
measured with the first modality, and a porosity content of the
sample is determined by the first modality having higher
accuracy with respect to identitying porosity in the first two-
dimensional image than the second modality.
3. The method of claim 1, wherein said generating com-
prises:
identifying locations of the at least one material in the first
two-dimensional substrate image which correspond
with the locations of the at least one material in the
second two-dimensional substrate image; and

correcting the locations of the at least one material in the
first two-dimensional substrate image which correspond
to the locations of the at least one material in the second
two-dimensional substrate image to generate the first
corrected two-dimensional substrate image.

4. The method of claim 3, further comprising:

a) removing a layer of the sample at the surface region after

the capturing of the first and second two-dimensional

substrate images to expose a different surface region of

the sample;

b) capturing a first two-dimensional substrate image at the
different surface region with the first image capturing
modality;

¢) capturing a second two-dimensional substrate image at
the different surface region with the second image cap-
turing modality;

d) repeating steps a), b), and c) for a plurality of times;

e) spatially aligning the first two-dimensional substrate
images based on the second two-dimensional substrate
images;

f) identifying, for each different surface region, the loca-
tions of the at least one material in the first two-dimen-
sional substrate image which correspond with the loca-
tions of the at least one material in the second two-
dimensional substrate image;

g) correcting, for each of the different surface regions, the
locations of the at least one material in the first two-
dimensional substrate image which correspond to the
locations of the at least one material in the second two-
dimensional substrate image to generate a second cor-
rected two-dimensional substrate image;

h) generating a three-dimensional substrate volume with
the corrected two-dimensional substrate images.

5. The method of claim 1, wherein the first image capturing

modality comprises scanning said surface region of the
sample by a charged particle beam and recording first image

10

20

25

30

35

40

45

50

55

60

65

26

data by detecting secondary (surface) electrons emitted by
said sample and storing said first image data as a first set of
image data which corresponds to the first two-dimensional
substrate image, and

wherein the second image capturing modality comprises:

1) scanning said surface region of the sample by the charged

particle beam and recording second image data by
detecting backscattered electrons emitted by said
sample and storing said second image data as a second
set of image data which corresponds to the second two-
dimensional substrate image, or

ii) scanning said surface region of the sample by the

charged particle beam and recording second image data
by detecting x-rays emitted by said sample with an
energy dispersive spectrometer and storing said second
image data as a second set of image data.

6. A method of creating a three-dimensional volume, com-
prising:

capturing a plurality of surface electron two-dimensional

substrate images;

capturing a plurality of backscatter electron two-dimen-

sional substrate images;
removing a layer of the substrate after a first surface elec-
tron two-dimensional substrate image and a first back-
scatter electron two-dimensional substrate image is cap-
tured, and before a second surface electron two-
dimensional substrate image and a second backscatter
electron two-dimensional substrate image is captured,
wherein the step of removing a layer is repeated after the
second surface electron two-dimensional substrate
image and the second backscatter electron two-dimen-
sional substrate image is captured, and repeating the step
of removing after each subsequent set of surface electron
and backscatter electron image captures until at least
after the penultimate set of image captures;

determining an alignment of the plurality of backscatter
electron substrate images for generating a three-dimen-
sional volume;

generating a three-dimensional substrate volume from the

surface electron two-dimensional substrate images
using the alignment of the plurality of backscatter elec-
tron substrate images;

determining a porosity of the substrate based on a series of

the surface electron two-dimensional substrate images
corrected by comparison to the plurality of backscatter
electron substrate images.

7. The method of claim 6, wherein the capturing steps
employ an electron microscope comprising a surface electron
detector and a backscatter electron detector.

8. The method of claim 7, wherein the electron microscope
is a scanning electron microscope (SEM) capable of scanning
a substrate with a primary charged particle beam wherein the
substrate emits separately detectible surface electrons and
backscattered electrons.

9. The method of claim 4, wherein the removing comprises
dry etching, sputtering, or any combinations thereof, by a
focused ion beam.

10. The method of claim 6, wherein the substrate comprises
at least one rock or mineral.

11. The method of claim 6, wherein the substrate is shale,
mudstone, siltstone, claystone, porcelanite, dolomite, or a
combination thereof.

12. The method of claim 6, wherein the substrate comprises
shale.
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13. The method of claim 6, further comprising:

determining organic-based inclusion content of the sub-
strate from the backscatter electron substrate three-di-
mensional image.

14. The method of claim 13, wherein the organic-based

inclusion comprises kerogen.
15. The method of claim 6, further comprising:
at least one of displaying the surface electron substrate
three-dimensional image and the backscatter electron
substrate three-dimensional image on a screen, printing
the surface electron substrate three-dimensional image
and the backscatter electron substrate three-dimensional
image, and storing the surface electron substrate three-
dimensional image and the backscatter electron sub-
strate three-dimensional image in a memory device.
16. The method of claim 6, wherein the volume generated
is from voxels having side lengths of from about 1 nm to about
30 nm.

17. The method of claim 16, wherein the layer removed has
a thickness from about 1 nm to about 30 nm.

18. A method for generating a three-dimensional digital

image of a sample, comprising steps of:

a) scanning a surface of a sample by a primary electron
beam generated by an electron source, wherein the
sample comprises kerogen and mineral, and (i) record-
ing first image data based on detecting surface electrons
of the sample and storing the first image data as a first
two-dimensional image comprising a value of gray scale
allocated to each of a plurality of pixels in the image, and
(i1) recording second image data based on detecting
backscattered electrons emitted by said sample during
said scanning and storing the second image data as a
second two-dimensional image comprising a value of
gray scale allocated to each of a plurality of pixels in the
image, wherein the first and second two-dimensional
images provide a dual set of image data associated with
said scanned surface;

b) removing a layer from the sample by an ion beam
directed at said sample to provide a different exposed
surface on the sample;

¢) scanning said different exposed surface of said sample
by the primary electron beam, and repeating steps a)(i)
and a)(ii), to provide a dual set of image data associated
with said different exposed surface;

d) repeating said step b) and said step c) for a plurality of
times;

e) stacking a plurality of the dual sets of image data
obtained from steps a) and d) by positioning the respec-
tive first and second two-dimensional images in a same
sequential order as obtained from the sample;

f) aligning the first two-dimensional images by reference to
said second two-dimensional images;

g) analyzing said first and second two-dimensional images
of said plurality of dual sets of image data comprising
allocating said pixels to pore space or kerogen to form
analyzed first and second two-dimensional images;

h) identifying pixels allocated to kerogen in the analyzed
first two-dimensional images which are not allocated to
kerogen in the analyzed second two-dimensional images
in said dual set of image data; and

1) reallocating the pixels identified in step h) to pore space
in the analyzed first two-dimensional images associated
with said dual set of image data.

19. A method for generating a three-dimensional digital

image of a sample, comprising steps of:

a) scanning a surface of a sample by a primary electron
beam generated by an electron source, wherein the
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sample comprises pores, kerogen and minerals, and (i)
recording first image data based on detecting surface
electrons of the sample and storing the first image data as
a first two-dimensional image comprising a value of
gray scale allocated to each of a plurality of pixels in the
image, and (ii) recording second image data based on
detecting backscattered electrons emitted by said
sample during said scanning and storing the second
image data as a second two-dimensional image compris-
ing a value of gray scale allocated to each of a plurality
of pixels in the image, wherein the first and second
two-dimensional images provide a dual set of image data
associated with said scanned surface;

b) removing a layer from the sample by an ion beam
directed at said sample to provide a different exposed
surface on the sample;

¢) scanning said different exposed surface of said sample
by the primary electron beam, and repeating steps a)(i)
and a)(ii), to provide a dual set of image data associated
with said different exposed surface;

d) repeating said step b) and said step c) for a plurality of
times;

e) stacking a plurality of the dual sets of image data
obtained from steps a) and d) by positioning the respec-
tive first and second two-dimensional images in a same
sequential order as obtained from the sample;

f) aligning the first two-dimensional images by reference to
said second two-dimensional images;

g) base analyzing said first two-dimensional images of said
plurality of dual sets of image data comprising segment-
ing said pixels to pore space, kerogen, or mineral to form
base analyzed first two-dimensional images;

h) first analyzing said second two-dimensional images of
said plurality of dual sets of image data comprising
selecting only pixels which have gray scale values
exceeding a preselected gray scale threshold value for
kerogen to define a first mask;

i) second analyzing said second two-dimensional images
of said plurality of dual sets of image data comprising
selecting only pixels which have gray scale values below
a preselected gray scale threshold value for mineral to
define a second mask;

j) altering said base analyzed first two-dimensional images
by the first mask and the second mask, comprising real-
locating pixels from kerogen to pore space in the base
analyzed first two-dimensional images using the first
mask and reallocating pixels from mineral to kerogen in
the base analyzed first two-dimensional images using
the second mask.

20. The method of claim 19, wherein the removing of the
layer in step b) comprises ion milling across said sample in a
direction approximately perpendicular to a previous exposed
surface of the sample to remove a layer of approximately
uniform thickness of from about 1 nm to about 5 nm.

21. The method of claim 19, wherein the sample comprises
at least one rock or mineral.

22. The method of claim 19, wherein the sample is shale,
mudstone, siltstone, claystone, porcelanite, dolomite, or a
combination thereof.

23. The method of claim 19, further comprising step k),
computing total pore space percentage and total kerogen per-
centage for reconciled images of the sample produced by step

3
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ing computations for creating a three dimensional digital
representation of the sample, wherein said computations

24. A system for generating three-dimensional digital
images of a sample, comprising:
a) a charged particle microscope comprising—

a scanning electron beam column comprising an elec-
tron source for generating a primary electron beam,

an ion beam column for generating a focused ion beam
across a sample to successively remove a thin layer
thereof in the direction of thickness of the sample and
expose a different surface of the sample for scanning

comprise:

stacking a plurality of the dual sets of image data
acquired by the first and second processing systems
by positioning the respective first and second two-
dimensional images in sequential order as obtained
from the sample in alignment,

base analyzing said first two-dimensional images of said

by the primary electron beam, 10 ! ) 2¢
a first charged particle detector for detecting surface plurality of dual sets of image data comprising allo-
clectrons of the sample when scanned with the pri- cating said pixels to pore space,.kerog.en, or.mlneral to
mary electron beam, form base analyzed first two-dimensional images,
a second charged particle detector for detecting back- first analyzing said second two-dimensional images of
scattered electrons emitted by the scanned sample, 15 said plurality of dual sets of image data comprising
b) a first signal processing system for recording first image selecting only pixels which have gray scale values
databased on surface electrons of the sample detected by exceeding a preselected gray scale threshold value for
said first charged particle detector and storing the first kerogen to define a first mask,
image data as a first two-dimensional image comprising second analyzing said second two-dimensional images
a value of gray scale allocated to each of a plurality of 20 of said plurality of dual sets of image data comprising
pixels in the image, and a second signal processing sys- selecting only pixels which have gray scale values
tem for recording second image data based on backscat- below a preselected gray scale threshold value for
tered electrons emitted by said sample during said scan- mineral to define a second mask, and
ning which are detected by said second charged particle lteri idb Ivzed fi di ional
detector and storing the second image data as a second 25 altering said base analyzed first two-dimensional images
two-dimensional image comprising a value of gray scale by the ﬁ,rSt mask and the second mask, COmPprising
allocated to each of a plurality of pixels in the image, reallocating pixels from 1.<er0ge.:n fo pore space in the
wherein the first and second two-dimensional images base analyzed first two-dl.mens.lonal 1mages using the
provide a dual set of image data associated with said first mas}( and reallocating pixels from mlnergl to
different exposed surface; 0 kerogen in the base analyzed first two-dimensional

¢) a computer comprising at least one processor operable
for executing a computer program capable of perform-

images using the second mask.
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